Figure 1. Related to
and STAR Methods. onstructs used for the preparation of baculovirus S C for recombinant protein expression and additional protein biochemical characterization. A) A pACEBac construct containing human 20S proteasome subunits was Cre-Loxed with a pIDS construct containing the 7 the 7 α human 20S proteasome subunits, making use of the LoxP sites (light blue). The 7 subunit was fused to a C-terminal β β twin-Strep tag (purple). These constructs were used to prepare virus 1 (blue box), containing all the 14 human constitutive 20S proteasome subunits green box the . Virus 2 ( ) was prepared with a pACEBac construct with 5 human 20S proteasome assembly chaperones, namely Pac1, Pac2, Pac3, Pac4 and Pomp. Virus 3 ( ) was prepared orange box with a construct of the full-length human PA200. The co-infect insect cells for the two viruses 1 and 2 were used to preparation of human 20S proteasome recombinant , while the three viruses were used for the preparation of the recombinant human complex 20S-PA200
. Vector maps are shown in a simplified format, where only the main features are shown a labelled. Size exclusion chromatography of the recombinant human 20S nd individually B) proteasome (r20S ) and 20S-PA200 complex (r20S-PA200 ) Peak fractions are coloured in pink: , blue line , red line . fraction 15 for r20S-PA200; fraction 18 for r20S. C) Proteolytic activities of puriϐied endogenous human 20S proteasome in presence of increasing concentrations of puriϐied recombinant PA200. Activities were s the measured against the ϐluorogenic substrates Z-LLE-AMC (blue), Boc LRR-AMC (magenta) and Suc-LLVY-AMC -(red), speciϐic for the proteasome caspase-, tryptic-and chymotryptic-like activities, respectively. Error bars are represented as mean with standard deviation.
that shown in C Experiment equivalent to Figure 1 , where puriϐied recombinant human 20S proteasome was used. 2, 3 and 6 . PA200 amino acid sequence annotated with secondary structure S6 elements and main features. Secondary structure elements are represented and colour coded as yellow cylinders ( -helices) and grey arrows ( strands). The amino acid residues that form the main anchors binding to the 20S α β proteasome are coloured blue and indicated by *. Amino acid residues forming the positively charged cluster interacting with InsP6 are coloured dark green and indicated by .Amino acid residues forming the positively charged • cluster interacting with the cofactor temptatively assigned to 5,6[PP] -InsP4 are coloured light green and are 2 indicated by +. The amino acid residues coloured light grey and underlined were not ordered in our cryo-EM map of the 20S-PA200 complex and were not built in our model. .
Image processing workflow for the analysis of the recombinant 20S proteasome (see also Figure S2 ). B) Image processing workflow for the analysis of the recombinant 20S-PA200 complex (see also Figure S2 ). 
